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CS 747 

+ Combination Experiment 

Aspirin 

Dose CS747 0.3 mg/kg <4hr) about 40 rng 

1 ing/kg (4hr) about 20 

Dose in which both btecdicg time and aggregation were measured : 

Aspirin [lCj+CS 747 g§ 2hr 



First, experiment with a central focus on Appirin ll01+CS747| 
Another group or @ 

Conduct because [l| seems to work too much. 



) 
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Arteriovenous Shunt Thrombo sis Model in Rats 
(Examination of effect bv combination of CS-747 w ith aspirin2 

[Object]* 

Examine the effect by combination of CS fc 747 with aspirin using Arteriovenous shunt 
thrombosis mods! in rats. 

[Experimental Term] 

Thirty six rats received onSHHHHHM are used. 
[Animals] 

Seven-week-old male SD rats (Japan SLC) are purchased and used for the experiment 
after preliminary breeding for about a week. The experiment is conducted as 6 rats 
per group. 

fleet agents] 

CS-747 (synthesized by Ube Industrials Ltd., Lot No. 16) and aspirin (Sigma, A-5376, 
Lot No. 4GH1053, received onHBMHI 1 are used. The test agents are dissolved 

or suspended in a 5% Arabic g^ni (Sigma, Lot No. 73H0705, opened on^MI 
solution and administered orally in volume of 1 ml/kg two hours before starting 
arteriovenous shunt. Administered group are (A) vehicle, (B) aspirin 10 mg/kg, (C) 
CS-747 0.3 mg/kg, CD) CS-747 0.6 mg/kg„ (B) aspirin 10 mg/Jtg + CS-747 0.3 mg/kg, and 
(F) aspirin 10 mg/kg + CS-747 0.6 mg/kg. 

Methods] 

(1) For the experiment, the method by Umetsu et al (Thromb. Haeroost_ 39, 74-83, 
1978) is partly modifed. 

(2) The shunt tube for arterio-venous shunt is prepared as follows; both sides of a 
medical silicon tube of 12. cm length Gnner diameter: 1.5 mm, outer diameter: 2.5 mm, 
KANEKA Medix Co., Ltd) are connected each to a polyethylene tube of 7 cm length 
(inner diameter: 0.5 mm, outer diameter: 1.0 mm, Natsume Seisakusho Co., Ltd.) 
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surgical adhesive (Aronalpha A, Sankyo) is used for preventing blood leak. In addition, 
a silk thread (size 3-0, Niccho Kogyo) of 10 cm length is placed in the tube of 12 cm 
length. 

(3) Vehicle (6% Arabic gum solution) or test agents are administered orally in a volume 
of 1 mVkg 2 hours before starting arteriovenous shunt. 6 rats per group are used. 

(4) The above tube prepared in advance is filled with heparin solution (Japanese 
Pharmacopoeia Heparin Sodium Injection, Puso Pharmaceutical Industries, Ltd., Lot- 
No. 07H28A, received on MHHB) diluted with normal saline (Otsuka) 
resulting in 30 unit/kg. 

(6) The rat is anesthetized with an intraperitoneal injection of 1 ml/kg (40 mg/kg) of 
pentobarbital solution (Nembutal E, Abbott, Lot No. 2Q-975Z7) diluted with normal 
saline resulting in 40 mg/ml- After it is fixed to turning up. the jugular vein is exposed 
a»d one side of the shunt tube (in which the silk thread is not adhered) is calculated. 
Subsequently, to the carotid artery where bloodstream is shut using damp, the other 
side of the tube is cannulated to make the arteriovenous ehunt. 

(6) After removing the clamp and allowing blood to circulate for 30 minutes, the 
thrombus adsorbed on the fiilk thread is weighed. The thrombus weight was calculated 
by subtracting of the weight of the thread (6.6 mg) from the measured weight. 



Files were stored at AV-shunt (3) (F00515 data) 



A. Sugidachi 
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AV shunt Thrombosis Model in Rats 

(Combination of CS 747 with aspirin) 



Protocol: p. 146, 147 

Cage number: 6raC3-01-04 

Sex, system: male SD . 
Yearrmmd old: 7 weeks 

Body weight* 

Manufacture name: Japan SLC 
Receive date: ^■■■■■■^fr 
Bxperimenter: Atsuhiro Sugidacbi 
Housing term: mfl|to 4 
Receipt number: 034163 



Reagent and so on' p. 110, p. 138 
Rats 

SD male (Japan SLC) 
^g^|wb t Receipt 
Receipt number: 034163 
Sugidaclri 

Number of rats: 36 



67.7mg aspirin 
16.2 mg CS 747 



1011.7 mg Arabic gum 



10.7 nag CS 747 



10S4.7 mg Arabic gum 



5% Arabic gum soln. 

50 mg/ml = 1011 .7 mg/ 20-234 ml dHaO 
Aspirin 

10 mg/ml = 57.7 mg / 5.77 ml 5% Arabic gum soln. 
CS 747 

16.2 mg / 5.4 ml - 3 mg/ml 

3 mg/ml coin. 1 ml + 5% Arabic gum soln, 2 ml = 1 mg/ml 

1 mg/ml eobx 1 ml + 5% Arabic gum soln. 2.33 ml = 0.3 mg/ml 

1 mg/ml soln. 1.5 ml + 5% Arabic gum soln. 1 ml ■ 0.6 mg/ml 

Further prepared because of insufficient (spilled) 

5% Arabic gum 1084.7 mg / 21.69 ml dHaO = 50 mg/ml 

CS 747 10.7 nig / 10.7 ml Arabic gum soln. » 1 mg/ml 

1 mg/ml soln. 1.5 ml + 5% Arabic gum soln. 3.5 ml = 0.3 mg/ml 

1 mg/ml soln. 3 ml + 5% Arabic gum soln. 2 ml = 0.6 mg/ml 
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B- W (g) 


Treatment 


Tv/T^flQiiT&d value Gn2J 


Thron 


#1 


253 


Vehicle 


0 Jl.O 


54.8 


2 


252 


Aspirin |ly 


El O 

DX.O 


44.8 


3 


262 


CS 747 |6j) 


CO o 

oo-o 


51 8 


4 


267 


CS 747 jOJS) 


43. Jl 


36.6 


5. 


256 


Aspmn |10| + CS 747 jOgl 




33.1 


6 


271 


Aspirin |10| + CS 747 (0^ 


no o 


16.7 


7 


250 


v 


63.2 


66.7 


8 ' 


246 




58.4 


61.9 


9 


258 


747 jgj 


61.8 


45.3 


10 


269 


747 


53.1 


46.6 


11 


268 


A0+747p| 


' 30.5 


24.0 


12 


244 


Ag5[+ 747 £!§ 


41.3 


34.8 


13 


247 


V 


56.1 


49.6 


14 


262 


Ago) 


48.6 


42.1 


15 


256 


747 [5J 


52.2 


45.7 


16 


267 


747 gj 


46.3 


39.8* 


17 


26S 


AjlO)+747§J 


42.2 


36.7 


18 


242 


A|li+747EJ 


21.6 


15.1 



#7 



#13 



252.9 g 
251-7 g 
262.3 g 

267.3 g 

256.4 g 

271.1 g 

250.0 g 

245.5 g 
257.8 g 
269,0 g 

268.3 g 

244.4 g 

247.0 g 
262.3 g 

256.2 g 
267-3 g 

267.6 g 

242.1 g 



V = Vehicle 
A = Aspirin 
747 - CS 747 

heparin 

1000 -a/ml soln. 1 ml + saline 9 ml 
100 u/ml Bob*. 3mH saline 7 xnl = 



= 100 unit/nil 
: SO unit/ml 
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#1 0.0613 g #7 0.0632 g #13 0.0561 g 



#2 0.0513 g #B 0,0584g #14 48.6 mg 



#3 0.0583 g #9 0,0518 g #16 52.2 mg 



#4 0-0431 g #10 0.0531 g #16 0.0463 g 



#5 0.0396 g #11 0.0305 g #17 0.0422 g 



#6 0-0232 g #12 41.3 mg #18 0.6216 g 



A. Sugidacki 
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AV Shunt 



Thrombosis Mode] in Rats 
(Aspirin + CS 747) 



Protocol- p. 



146, 147 



Cage numbir: 6raC3-01-01 



Sex, system 
Ifeai-round 
Body weight 
Manufactur e name: 
Receive da* 
Experiment! 
Housing tenu 
Receipt numfber^ 



#6 

#10 

#8 

#9 

#7 

#11 

#15 

#1£ 



#18 



Reagents &nd sooj^p. 110, 133 



male SD 

7 weeks 

Japan SLC 



Atsuhiro Sugidachi 
ito| 

034163 



6 

36+2 



Number of rats: 



Hat 

SD male (7 wks, Receipt) 
Japan SLC 
IMmHI Receipt 
Sugidachi 

Receipt number •* 034163 
36 



Additional 2 rats 
I 

euthanasia using CO2 gas 



B. W. . 
271.0 g 
277.6 g 

272.8 g 

276.0 g 

245.5 g 

261.6 g 

248.2 g 

263.9 g 

253.3 g 

281.1 g 

263.4 g 

263.4 g 

271.3 g 

265.3 g 
266,0 g 

255.5 g 

245.6 g 

272.4 g 



72.0 zng 
11.3 mg 



1224.1 mg 



5% Arabic gum - 50 mg/ml 
= 1224.1 /24.4S ml dH 2 0 



Aspirin 
10 mg/ml ! 



72.0/7.2 ml 5% Arabic gum som. 
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CS 747 11.3 rog / 11.3 ml 5% Arabic gum eoln. = 1 mg/ml 

1 nig/ml eol». 1.5 ml + 5ft Arabic gum soln. lml = 0.6 mg/ml 
1 mff/jwl soln. 1 ml + 5% Arabic gum soln. 2.33 in) *= 0.3 mg/ju) 

heparin 1000 u»it/ml soln. (origine) 1 ml + saline 9mU 100 uDit/ml 

100 unit/ml soln, 3 ml + saline 7 ml a 30 unit/ml 





B. W. (&) 


TVeatnient 


Measured value Gng) 


Thrombus (mg) 


#1 


271 


V 


55.6 


49.1 


2 


278 


Ago) 


52.9 


46.4 


3 


273 


747 


43.9 


37,4 


4 


275 


7470 


41.0 


34.5 . 


6 


246 


Alio! + 747 log 


24.8 


18.1 


6 


252 


A0+ 747 0 


19.7 


13.2 


7 


281 


V 


69.0 


52.5 


8 


264 


A0 


63.2 


56.7 


9 


253 


747 


47.1 


40.6 


10 


248 


747 [og 


3S.5 


32.0 


11 


263 


AlTol+747|OJ3] 


36.7 


30,2 


12 


263 


A[Tok 747(511 


35.6 


29.1 


13 


271 


V 


57.S 


51.3 


14 


265 


A@ 


44.3 


37.8 


15 


266 


747^31 


46.4 


39.9 


16 


256 


747 0 


42.2 


35.7 


17 


246 


A0+747O 


48.3 


41.8 


18 


272 


A@+ 747|5p 


36.6 


30.1 



V = Vehicle 
A = Aspirin 
747 ~ CS 747 
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#1 0.0556 g #7 0.0590 g #13 0-057S g 



#2 0.0629 g #8 0.0632 g #14 44.3 rag 



#3 0.0439 g #9 0.0471 g #15 0.0464 g 



#4 0.0410 g #10 0.0335 g #16 42.2 mg 



#6 0.0246 g #11 0.0367 g #17 48.3 mg 



#6 0.0197 g #12 0.0366 g #18 36.6 xng 



A. Sugidachi 
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Aspirin + CS 747 Summary 

Vehicle 52.3 ±1.2 

Aspirin [Toj 46.6 ±2.8 

CS747^J 43.5 ±2.1 

CS 747^ 37.5 ±2.1 

Aspirin (lo) + CS 747 ^ 30.5 ± 3.5 

Aspirin (Tc] + CS 747 ^ 23.2 ± 3.8 



A. SugidachS 



PAGE 13/18 * RCVD AT 10/22/2007 11:01:43 AM [Eastern Daylight Time] * SVR:USPTO-EFXRF-1/21 * DNIS:2738300 * CSID:+1 212 319 5101 * DURATION <mm-ss):04-30 



OCT. 22. 2007- "1 1 : 07AIVT oa , i <+ 1 -2 1 2-3 1 9-5 1 0 1 customer 01933'*" 



Q33NO. 2427 P. 14 * 33/ si 



■ — V— 




, 



















a. 



cs- 

4<5H 
No. 

ob: 
c* 

(1) 3 
LT 

(2) J 

<r>m 
-r 

TO.* 























































-o ... 





































PACE 14/18 » RCVD AT 10/22/2007 11:01:43 AM [Eastern Daylight Time] * SVR:USPTO-EFXRF-1/21 * DNIS:2738300 * CSID.+1 212 319 5101 * DURATION (mm-ss): 04-30 



OCT. 22. 2007 • 1 1 : 07AM- Da , ,+1-212-319-5101 customer 01933 



NO. 2427 P. 15 

; 033ooui)di!a # 34/ 37 



14? 



-7-; 



(3-0. BA&XSB) tSSKai-i., 
(3)-ffi(»aR->+ V f-8a/»2^raftirJC. vehicle (5%7 7kf7:/AigfflO *Z:I±35«& 

■^SfeSBDoXSE, Lot No. 97H28A, MH|V>^) 

Abboiu Lot No. 20-975-Z7) £ 1 m)AgJlEI£j*)£.§- (40 nig/kg) Lf5» )• 

. TiJfiite^ffiEfiSrfflSjg-*-*. ailjeSfi*>e»*»££ (6.5 nig) *S LSI tJfil%fc- • 



-4- 



m 

JUT: 



57. 
1&. 



1011. 



5= 



39.1 
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